Purpose: In recent years in vivo microdialysis has become an important method in research studies investigating the alterations of neurotransmitters in the extracellular fluid of the brain. Based on the major involvement of glutamate and γ-aminobutyric acid (GABA) in mediating a variety of alcohol effects in the mammalian brain, numerous microdialysis studies have focused on the dynamical behavior of these systems in response to alcohol.
Methods:
Here we performed multiple meta-analyses on published datasets from the rat brain: (i) we studied basal extracellular concentrations of glutamate and GABA in brain regions that belong to a neurocircuitry involved in neuropsychiatric diseases, especially in alcoholism (Noori et al., Addict Biol 17:827-864, 2012) ; (ii) we examined the effect of acute ethanol administration on glutamate and GABA levels within this network and (iii) we studied alcohol withdrawal-induced alterations in glutamate and GABA levels within this neurocircuitry.
Results: For extraction of basal concentrations of these neurotransmitters, datasets of 6932 rats were analyzed and the absolute basal glutamate and GABA levels were estimated for 18 different brain sites. In response to different doses of acute ethanol administration, datasets of 529 rats were analyzed and a non-linear dose response (glutamate and GABA release) relationship was observed in several brain sites. Specifically, glutamate in the nucleus accumbens shows a decreasing logarithmic dose response curve. Finally, regression analysis of 11 published reports employing brain microdialysis experiments in 104 alcohol-dependent rats reveals very consistent augmented extracellular glutamate and GABA levels in various brain sites that correlate with the intensity of the withdrawal response were identified. Conclusions: In summary, our results provide standardized basal values for future experimental and in silico studies on neurotransmitter release in the rat brain and may be helpful to understand the effect of ethanol on neurotransmitter release. Furthermore, this study illustrates the benefit of meta-analyses using the generalization of a wide range of preclinical data.
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Background
In vivo microdialysis methods have been developed to study the quantity of the chemical composition of interstitial tissue fluids. This technique has been used to observe the extracellular neurotransmitter release in various brain regions of different species. Usually these studies first establish a baseline level of a specific neurotransmitter and subsequently investigate alterations in extracellular neurotransmitter concentrations in response to the administration of a certain drug or other manipulation.
Numerous microdialysis studies focus on amino acids, in particular glutamate and GABA, as these neurotransmitters are the key players in the excitatory and inhibitory network of the central nervous system (CNS) and are involved in a variety of neuropsychiatric diseases, including substance abuse and alcohol use disorders (Kalivas, 2009; Spanagel, 2009 ).
In recent years, the glutamate theory of alcoholism has emerged as a major theory in the addiction research field. In a seminal publication, David Lovinger and colleagues (Lovinger et al. 1989) demonstrated that N-methyl-D-aspartate (NMDA) receptor function was inhibited by ethanol. Further research using site-directed mutagenesis experiments identified putative binding sites for ethanol molecules at the NMDA receptor (for review, see Spanagel, 2009 ). Thus, the first level of interaction of alcohol with brain function concerns the NMDA receptor (but also the γ-aminobutyric acid A (GABA A ) receptor and other primary targets of ethanol in the brain; for an overview, see Vengeliene et al., 2008) . The NMDA receptor is a ligand-gated ion channel with a heteromeric assembly of NR1, NR2 (A-D), and NR3 subunits, and genetic variants that affect the vulnerability to alcohol dependence within the genes encoding these subunits have been identified (Schumann et al., 2008; Domart et al., 2012; Tsai and Coyle, 2012) . In addition to this direct interaction with the NMDA receptor, acute alcohol administration also affects glutamatergic neurons at the synaptic and cellular level and thereby releases glutamate. Although numerous microdialysis studies have examined the alcohol-induced glutamate release process, its concentration-dependency is less clear. It is further proposed that through various neuroadaptive responses that restore homeostasis, chronic alcohol consumption leads to an enhanced activity of the glutamatergic system in alcohol-dependent individuals (Tsai and Coyle, 1998; Spanagel and Kiefer, 2008; Ding et al., 2012) . This glutamate-induced hyperexcitability within the CNS is uncovered during alcohol withdrawal. Acute alcohol withdrawal responses, which typically occur after discontinuation of prolonged and excessive alcohol ingestion, are associated with increased central glutamatergic transmission. Several studies employing brain microdialysis experiments in alcohol-dependent animals have shown augmented extracellular glutamate levels in various brain sites that correlate with the intensity of the withdrawal response (Rossetti and Carboni, 1995; Gass and Olive, 2008; Gass et al., 2011) . This finding also translates into the human situation, as alcoholics undergoing acute withdrawal exhibit increased glutamate brain levels, as measured by magnetic resonance spectroscopy (Hermann et al., 2012) .
As previously mentioned, other receptors or ion channels expressed within the CNS also have putative alcohol binding sites. In particular, the function of GABA A receptors is enhanced by ethanol. The GABA A receptor/ chloride channel complex is a pentameric ligand-gated ion channel and the major inhibitory neurotransmitter receptor in the mammalian brain. Several subunits have been identified, with the majority of GABA A receptors composed of α, β, γ and δ subunits (Barnard et al., 1998; Rewal et al., 2012) . Using different receptor constructs, putative ethanol binding sites in the transmembrane domaines of the α/ β subunits of the GABA A receptor have been identified (Mihic et al., 1997) , and genetic variants within the genes encoding these subunits have been shown to affect the vulnerability to alcohol dependence (Cui et al., 2012; Frank et al., 2012; Uhart et al., 2012) . Finally, some microdialysis studies have shown that acute alcohol also affects GABA release (Koob, 2004) . Thus, consistent with the neuroadaptive changes that occur in the glutamatergic system, similar alterations might also occur in the GABAergic system following chronic alcohol administration.
Despite the important advantages of microdialysis measurements, the low spatiotemporal resolution remains a major drawback of these investigations. However, recent studies on the modeling of acute and chronic drug effects (Noori, 2012; Noori et al., 2012a) suggest that in silico analysis of the neurochemical processes provides complimentary information to overcome the experimental difficulties, particularly by enabling the observation of the dynamical multi-dimensional interactions of different transmitter systems with high spatiotemporal resolution. These computational methods rely on microdialysis results as initial setup parameters. Thus, comprehensive insights on the dynamical behavior of the extracellular concentrations of these neurochemical systems are of particular importance for understanding the neurobiology of alcohol abuse and alcoholism by conventional or in silico approaches. We have introduced a neurocircuitry (Noori et al., 2012a ) that provides the foundation of such computational models. Using systematic data mining and clustering methods, we have identified specific brain regions and neurotransmitter systems, including glutamate and GABA, that are critical for understanding the spatiotemporal effects of drugs, especially alcohol, on the neurochemical mechanisms and processes in the rodent brain.
The main objective of the present study is to provide universally valid basal amino acid (glutamate and GABA) concentrations and their alterations due (i) to the administration of acute ethanol and (ii) during withdrawal, as measured by in vivo microdialysis experiments. Our previous studies (Frank et al., 2008; Noori et al., 2012b; Brand et al., 2013) suggest that meta regression analysis presents a suitable framework to approach this aim. Here, we use a similar strategy as in these studies and apply equivalent data mining and analytic methods.
Meta-analysis describes the integration of several primary studies using quantitative and statistical methods (Glass, 1976; Smith and Glass, 1977) . The intention is to summarize the results of a large collection of individual studies in order to give a universally valid statement on specific topics. In particular, the effectiveness of a specific treatment or measure is investigated.
Methods

Data mining
A literature search was conducted on Pubmed (http:// www.ncbi.nlm.nih.gov/pubmed/). No particular journal was preferred. The search included the specific brain region and the transmitter of interest as well as the keywords "rat" and "microdialysis". Literature search for ethanol administration also included the keyword "ethanol" and "alcohol". The selection criteria further included (i) rats of the age between 2 and 15 months and (ii) drug-naïve rats. Articles that did not comply with these criteria had to be excluded. Out of approximately 5000 publications, 245 publications fulfilled the selection criteria. In a second search we included "withdrawal". Out of 43 publications, 11 publications fulfilled our stringent selection criteria for this additional metaanalysis.
The subsequent variables (i.-vii.) were obtained from the publications and used for further analysis:
i. Weight, age, gender and consciousness of the rats (if anaesthetics applied: agent and dose). ii. Number of the animals used in each experiment. iii. Absolute basal glutamate and GABA values.
Different units were converted into molarity (nM). iv. Sample time in min and perfusion rate in μl/min. v. Peak % baseline (= highest divergence between maximum peak and baseline value) and peak time. vi. Coordinates of probe placements according to the stereotaxic atlas of (Paxinos and Watson, 2007) , Pellegrino et al. (Pellegrino and Cushman 1979) , or König and Klippel (1974) as well as the shape, length and outer diameter of the probe membrane (mm), the calcium concentration and pH value of the Ringer solution or artificial CSF (mM), and the neurochemical detection assays. vii. Doses of ethanol applied, as well as the route of administration (intravenous (i.v.) and intraperitoneal (i.p.) injections or local infusions).
Statistical analysis
Usually a meta-analysis observes an entire experiment. Although we considered only selected values, we did not lose the relation to the experiment in total. The mean basal values are not collected from only one animal that means numbers, percentages etc. are associated to the whole experiment. We conducted the meta-analysis using fixed effect model (Hedges and Olkin, 1985) , which utilizes the inverse of the number of animals of the studies as the weights to calculate a weighted ave-
n i x i , where x represents the weighted average value as the weighted sum of the products of the mean values x i from each experiment i (within a time interval of [0; 300] minutes) and the number of animals used in that particular study n i , and N ¼ X k i¼1 n i denoting the total number of animals considered in the metaanalysis of the k studies. To guarantee the robustness of this model, we have analyzed the datasets statistically with respect to the experimental parameters by oneway analysis of variance (ANOVA) using the HolmBonferroni method with a global level of significance of α < 0.05 and identified significant heterogeneity factors.
One purpose of the analysis was to get the mean basal value of the two neurotransmitters glutamate and GABA measured in a defined brain region. According to our defined neurocircuitry for modelling acute and chronic effects of alcohol 19 brain regions were taken into consideration -from caudal to rostral: olfactory bulb (OB), prefrontal cortex (PFC), insula (Ins), nucleus accumbens (NAc), caudate putamen (CPu), septal region (S), bed nucleus of stria terminalis (BNST), globus pallidus (GP), hypothalamus (HyT), amygdala (Amy), habenula (Hb), hippocampus (Hc), thalamus (Th), subthalamic nucleus (STh), substantia Nigra (SN), ventral tegmental area (VTA), raphe nuclei (R), locus coeruleus (LC), and pons (Pn). As mentioned above, weighted values (concerning the number of rats, which were taken in one experiment) were used for calculation in order to get an average basal value. In addition to systematically examine those baseline values the second objective was the "peak % baseline" after acute administration of alcohol (i.p., i.v., s.c., local). A dose-dependent correlation analysis was conducted using the variables peak % baseline, peak time and the given dose of ethanol to determine the functional relationship between administered dose of ethanol and the alteration of glutamate and GABA concentrations, respectively. The third objective was the estimation of "peak % baseline" and "peak time" during alcohol withdrawal.
To analyse the data, one-way analysis of variance (ANOVA) using Holm-Bonferroni method with a global level of significance of α < 0.05 were performed. If any significance emerged, the respective weighted average basal value and standard error were calculated separately. Additionally forest plots were used to illustrate the influence of ethanol on the baseline values of glutamate in the prefrontal cortex and the nucleus accumbens. This graphical representation is a scattergram of the variables "experiment" and "average basal value" and "peak % baseline", respectively.
Results
Baseline values for extracellular glutamate and GABA concentrations in different areas of the rat brain Literature search revealed 245 publications that fulfilled the selection criteria for baseline values of glutamate and GABA. Out of these 43.3% were published before the year 2000, 51.8% between 2000 and 2010 and 4.5% after 2010. Altogether 6932 animals were used in these experiments. Average basal values, as well as the statistical distribution (i.e., median, maximum and minimum) are represented in Table 1 (glutamate) and Table 2 (GABA) for 18 different brain regions respectively (for the habenula no data could be retrieved from Pubmed). The forest plots (Figures 1 and 2 ) represent the basal values of glutamate in the PFC and the NAc, respectively. Rapid microelectrode measurements of glutamate in the PFC (Hascup et al., 2010) , glutamate measurements with oxidase-coated biosensors in the AMY and NAc (Gass et al., 2011) as well as a variety of control experiments (Timmerman and Westerink, 1997; Sun et al., 2011) suggest the neuronal origin of these concentrations.
Numerous experimental variables are known to have an impact on the relative recovery of an analyte and thereby influence the concentration per sample and the baseline values measured. Most critical parameters are the flow rate of the perfusate, probe size, the composition of the perfusate -particularly the Ca 2+ concentration, and the analytical technique for determining the neurotransmitter concentrations. The statistical distribution of these parameters within our datasets (Table 3) suggests a dense distribution of the parameters around their averages and a lack of significant heterogeneity in the applied ranges. ANOVA performed on the weighted averages with respect to these parameters reflected this absence of variance and suggests the robustness of our analysis in agreement with previous studies (Frank et al., 2008; Noori et al., 2012b; Brand et al., 2013) . This result is not in contrast to the previous experimental observation but underlines the awareness of the study designers of the importance of these parameters. This was particularly reflected in the choice of the shape of the probes (99% I-shaped) and the transmitter detection systems. Almost all studies (98%) used high performance liquid chromatography (HPLC) and fluorecence detection systems for glutamate quantifications, whereas the vast majority of the studies measuring GABA utilize HPLC and coulometric electrochemical detection assays. However, it should also be mentioned that the majority of the studies used in the present study did not report the time point of measurement with respect to circadian rhythms. Recent studies (Castaneda et al., 2004; Hampp et al., 2008) suggest that the neurotransmitter levels measured by in vivo microdialysis are under the control of the circadian clock and vary with the time of the day. The lack of information on this issue in most of the publications might have a non-negligible impact on our analysis.
Most of the experiments used Sprague-Dawley (43.4%) and Wistar rats (42.3%). A smaller percentage used ListerHooded (2.4%) and Long-Evans (3.1%) rats. Statistical analysis shows statistically significant differences of average basal values of rat strain in several brain regions. Most of them occurred between Wistar and Sprague-Dawley rats (strain differences shown in Table 1 and 2). In particular, GABA levels in the PFC and CPu were significantly different between Sprague-Dawley and Wistar rats (F 1,6 = 6.03; resp. F 1,10 = 4.76; P < 0.05). Furthermore, glutamate levels showed a statistically significant difference between Sprague-Dawley and Wistar rats in the GP (F 1,5 = 9.11; p < 0.05), the SN (F 1,9 = 4.67; P < 0.05), and the VTA (F 2,8 = 4.26; P < 0.05). In general, the average basal values seem not to depend on gender. However, with the exception of measurements in the OB, which were performed only on female animals (n = 100), the majority of the remaining studies (96.5%) used male rats. Hence, statistical analysis did not reveal any gender-specific significant differences, but due to the low number of female rats it is difficult to draw any certain conclusion. In order to minimize age-related variations, only values obtained from adult animals (between 2 and 10 months of age) were considered for the analysis. The weight of the animals was Gaussian normal distributed around 300 g. The dominant part of the experiments (78%) was conducted on awake, conscious and freely moving animals. In the remaining studies, animals were maintained under anaesthesia during the experiment, which often induced statistically significant effects on the basal neurotransmitter concentrations (Table 4) . Previous studies (Lillrank et al., 1994; Rozza et al., 2000; Dong et al., 2006; Westphalen and Hemmings, 2006) already suggest a significant impact of the anaesthetics on the forebrain glutamate and GABA levels. Our analysis further supports the suggestion that the application of different anaesthetics such as halothane, urethane and pentobarbital increase the level of glutamate significantly in Th (F 1,6 = 80.12; P < 0.05), SN (F 1,14 = 6.3; P < 0.05), and VTA (F 1,10 = 83.53; P < 0.05). In addition, chloral hydrate appeared to also have enhancing effects on the GABA release in the SN (F 1,4 = 216.28; P < 0.05) ( Table 4) .
Alcohol-induced glutamate and GABA release in different areas of the rat brain Our literature search revealed 17 publications that were in agreement with our selection criteria for acute ethanol exposure. Out of these, 66 values were extracted. Altogether 529 animals were used in the experiments. Observation of seven brain regions fulfilled the selection injections in a dose between 0.5 and 3.0 g/kg body weight; (ii) local infusion (100-1000 mM) of alcohol in 8% of the studies; and (iii) the remaining experiments applied ethanol orally (20% ethanol). The average magnitude of increase/decrease comparing to the baseline concentrations (peak % baseline) and the average peak time are presented in the Tables 5 and 6 . The correlation analysis shows a non-uniform (region-dependent) interaction between ethanol and the release of glutamate and GABA. In particular, ethanol-induced alterations in glutamate concentrations appear to depend on the network properties such as the connectivity of the brain regions within the neurocircuitry for modelling drug effects. Locus Coeruleus (6) 6 ± 1 --- The compliance of the average values and the median in the flow rates and in the different calcium concentrations within the composition of perfusates suggest a lack of heterogeneity and a high level of standardization in the general experimental design of microdialysis measurements. Prefrontal Cortex/Glu (44) 145 (40) 154 (57) 160 (20) Nucleus Accumbens/Glu (186) 160 (53) 126 (49) 80 (80) Nucleus Accumbens/GABA (82) 135 (58) 97 (65) 73 (90) Caudate Putamen/Glu (11) 138 ( This observation is best reflected in the analysis of the PFC, NAc and CPu (Figure 3 ). While ethanol increases the glutamate concentrations in the PFC in a dosedependent fashion, it simultaneously decreases the extracellular levels of glutamate in the NAc and CPu. In contrast GABA concentrations were elevated in the NAc following the same doses of alcohol.
Alcohol withdrawal-induced glutamate and GABA release in different areas of the rat brain
On the basis of our selection criteria for ethanol withdrawal, 11 articles (n = 104 rats) were extracted. All studies used freely moving male rats with a strain distribution of 55% Wistar and 45% Sprague Dawley animals. The experiments measured the amino acids alterations in an interval of [2; 12] hours after last exposure to alcohol within different brain regions (Table 7 and Figure 4 ) with significant enhancements of extracellular glutamate and GABA levels due to acute ethanol withdrawal.
Discussion
To investigate the effects of a specific drug on amino acid release in the rat brain, in vivo microdialysis is an ideal method. Nevertheless, experimental parameters should be defined more precisely, as they can largely vary between different publications; however, there are no universal instructions concerning the number of animals, gender, age, doses of applied drugs, state of consciousness and weight in these studies. Our metaanalysis shows general robustness of the observations for glutamate and GABA release with respect to experimental parameters such as gender and state of consciousness of the animals, and provides universal references for the basal concentrations of glutamate and GABA in a number of brain regions. However, the observed statistical differences of glutamate and GABA neurotransmission in specific brain regions as a consequence of the administration of anaesthetics and strain of the animals suggest particular cautiousness in establishing baseline measurements with respect to these variables. Our analysis further reflects the highly complex mechanisms underlying the actions of ethanol on the release properties of amino acids. While different doses of ethanol enhance the basal levels of glutamate in the PFC (Table 4 and Figure 3) , the magnitude of the alterations appear to be nonlinearly dependent on the applied doses. In addition, the negative correlation of the administered doses of ethanol and the changes in amino acid concentrations in the dorsal and ventral striatum suggest the involvement of feedback mechanisms and the activation of additional secondary regulatory processes in the subcortical brain structures by alcohol (Noori et al., 2012a) . In general, the multi-scale involvement of glutamate and GABA in information processing in the brain (from synaptic to network interactions) and the interactions between these transmitters make it difficult to identify the key components of the ethanol-induced alterations. In light of these difficulties, in silico experiments might represent an alternative strategy to capture the dynamical complexity of these interactions and provide further neurobiological insights on the relevant processes that are not measurable simultaneously in real-world experiments.
Conclusion
In conclusion, this meta-analysis approach may be helpful for the optimal systematic design of future in vivo microdialysis and in silico experiments on neurotransmitter release and ethanol-related processes, to therefore attain a better comparability between those studies. Furthermore, the basal extracellular concentrations of glutamate and GABA in 18 different brain sites, as well as the quantitative and qualitative measures for the acute action of ethanol on these neurotransmitters provide the necessary setup parameters for in silico studies.
Limitations
Despite the numerous advantages of meta-analysis approaches, their main problem remains the lack of essential information in the publications. Many potentially important articles had to be excluded from our analysis because crucial information was missing, such as the number of animals used or standard errors of the mean. In addition, it should be noted that in the majority of studies, circadian rhythmicity was not considered and thus the time point of the measurement was oftentimes excluded. Recent studies (Casteneda et al., 2004; Hampp et al., 2008) indicate that there is a relationship between the concentrations of neurotransmitters, as measured by in vivo microdialysis, and the time of measurement (day/night).
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